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Dear Sir: 



1. I, 



jwX am an mventor of the present appl,cat,on 



2 . ,^^-^>.*«-'--- , * te -''- Mycum ° u,um 

Vitae is attached herewith as Exhibit A. 

, The human anti-mouse antibody (HAMA) effect is depicted schematically in Figure 1. In 
tta absence of the HAMA effect, aualyte is — ed hetween rmmobfced capture aratbedy 
ami labeled detecting antibody (panel A), As illustrated HAMA can cross-link capture arrtrhody 

may btnd to capture anubody or detect anhhody resume , a Mse ne.at.ve s Ig na, (pane, 
and D). 
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4, I examined the reduction of HAMA-effects by Sample Buffer as disclosed in the presently 
clamied methods. HAMA-positive human serum samples were pre-diluted 1:10 with Sample 
Buffer or with the commercially provided dilution buffer (MED AC VIR-DTL). HAMA-effects 
were measured by using a CE-marked "HAMA-ELISA-KIT" (Medac, Germany). HAM A 
concentrations of greater than 40 ng/ml are defined as positive (according the kit manufacturer). 
Referring to Figure 2, Sample Buffer according to the presently claimed methods reduced all 
HAMA-effects of the tested HAMA-positive samples. 

5 1 examined the anti-HAMA effect with regard to HAMA-positive sera samples Nos. 14 
und 24. Referring to Figure 3, Sample Buffer-TRIS (SB-TRIS) and Sample Buffer-MES (SB- 
MES) have the same effect. With respect to serum 14, the anti-HAMA effect of Sample Buffer- 
PBS (SB- PBS) is weaker compared to the buffers SB-TRIS and SB-MES. 

6. I examined the anti-HAMA effect of Sample Buffer-PBS (3rd column) and Sample 
Buffer-TRIS (2nd column) on HAMA-positive serum 120566-2£. Referring to Figure 4, the 
HAMA- effect is strongly reduced using the sample buffer according to the invention (2nd and 3rd 
column) compared to the standard buffer (1st column). However, using the sample buffer 
containing PBS does not reduce the disturbing HAMA effect quite as strong as using the sample 
buffet containin 



7. Although the foregoing experiments were conduct© 



human 



samples, one skilled in the art can readily conclude that the same reduction of undesired effects 
can be achieved in samples containing other heterophilic antibodies. Based on the discussion m 
paragraph 3 of this declaration, one skilled in the art would have no difficulty understanding that 
the same effects can be avoided in the presence of antibodies directed to other species. 
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8. I declare that all statements made herein of my own knowledge are true and that all 
statements made on information and belief are believed to be true, and further that these 
statements were made with the knowledge that willful, false statements and the like so made axe 
punishable by fine or imprisonment, or both, under Section 1001 of Title J States 

Code and that such willful felse statements may jeopardize the validity of the application or patent 
issuing i - 

Dated: By: 



,3. 
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Figure 1. Schematic Representation of HAMA Effects 



A B C D 




A: Normal assay, without human anti-mouse antibody (HAMA) effects. The analyte (A) is 
sandwiched between immobilized capture antibody (gray) and labeled detecting 
antibody (black). 

B: HAMA cross-links capture antibody and labeled detecting antibody resulting in a false 
positive signal. 

C: HAMA binds to capture antibody resulting in a false negative signal. 

D: HAMA binds to labeled detecting antibody resulting in a false negative signal. 
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Fig. 4 
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EXHIBIT A 



Address 

Dr, Peter Rauch 

Falkenweg 1 

88138 WeiSensberg 

Germany 

p.rauch@candor-bioscience.de 



Curriculum Vitae 



Personal details 

Date of Birth 
Place of Birth 
Marital status 



4th of February, 1967 
Paderborn, Germany 
married, two children 



Education 

1987-1995 



1995 

1995-19! 



Studies of chemistry and biology, University of Cologne and Heinrich- 

Heine-University Dusseldorf 

Master' s degree in Biology (Diplom), Dusseldorf 

Doctoral Thesis 



Profession al Experience 

1998 - 2002 



2002 - 2003 
Since 2004 



Senior Scientist at Institut fur Chemo- und Biosensonk e.V. (MOnster, 
Germany 

Group manager „Preanalytics and Assaydevelopment", ICB GmbH 
(MUnster, Germany) 

Cofounder of CANDOR Bioscience GmbH, Managing director and Head 
of Research and Development 
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